l Introduction
Premature rupture of the fetal membranes (PRM) may present a variety of problems to the obstetrician, not the least of which is its diagnosis [10] . Nile blue sulphate (NBS) staining, determination of pH values and fern (arborization) test are the most often used diagnostic methods because they are simple, noninvasive, harmless, inexpensive and can be performed at the bedside. Some authors agree that these tests have high inaccuracy rates [5, 14] . The purpose of the present study was to evaluate prospectively the accuracy of these methods in the diagnosis of prolonged PRM. 
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Material and methods 2. l Composition of the groups
The women for the present study were arbitrarily selected from among those who were examined in the department or ambulatory care clinic. Some were hospitalized in the department due to causes not related to this study. None of the women were in active labor, and informed coiisent was obtained from all participants. All had a.pelvic examination done including inspection of the cervix. The study protocol included a control group and a test group äs follows: ding physician, and in others amniotomy was deliberately performed to induce or enhance labor. Each of the women was examined only once and was cathegorized into one of the following groups, according to the length of her latent period: 0-1, 2-4, 5-12, 13-24, or longer than 24 hours. Subgroup C: women between 35-42weeks gestation with ruptured membranes. All were admitted with a history of ruptured membranes which was confirmed by the attending physician. Each woman in this subgroup was due to be examined 5 times according to the following schedule: 0-1, 2-4, 5-12, 13-24, or more than 24 hours after rupture of the membranes.
Testgroup
This group was composed of women with 36-42 weeks gestation who presented with a history of ruptured membranes, but in none of whom could the diagnosis be established with certainty. After their admission and examination, the patients were hospitalized. If clinically unequivocal rupture of the membranes was found to occur at any time between the initial investigation and delivery, the patient was classified äs having had intact membranes at the time of the initial investigation. However, if during this period of surveillance the actual rupturing of membranes was not observed, the patient was classified in retrospect äs having had ruptured membranes at the time of the initial investigation. The women in this group were thu$ subdivided into 2 subgroups: Subgroup D -comprising the women whöse membranes had been intact at the time of the initial investigation, and subgroup E -comprising those whose membranes had already been ruptured at the time of the initial investigation. These women were classified according to the length of the latent period: 0-1, 2-4, 5-12,13-24 or longer than 24 hours. Tab. I represents the composition of the groups.
Method of sample collecting and testing
The patients were placed in the lithotomy position and the cervix visualized through a sterile speculum. A sterile pipet was inserted into the vagina until it reached the posterior fornix, and a drop of fluid was withdrawn by gentle aspiration with a syringe connected to the pipet by a length of a polyethylene tubing. The fluid was then examined äs follows: The pH was determined by wetting an indicator paper (Duotest) pH ränge 1-12 units with a drop of the aspirated fluid. A pH > 7.0 was considered to indicate presence of amniotic fluid [5] .
For the ferning test a drop of the aspirated fluid was spread on a glass slide, allowed to dry at room temperature and examined under low power (X 40) microscope. The presence of tree-like crystals was considered indicative of the presence of amniotic fluid [5, 14] . NBS staining was performed by mixing one drop of the aspirated fluid with a drop of 0.5% reagent on a microscope slide and examining the preparation under a low power (X 40) microscope. Three orange-brown cells devoid of nuclei, or a cluster of orange-brown cells found in any microscope field was considered positive for the presence of fetal cells [5] . From some of the women in subgroup A and from all the women in subgroup B only one sample from each woman was collected at each examination. However, from each of all the other women, i.e. the rest of the women in subgroup A and all the women in subgroups C, D, and E, three consecutive samples were collected at each examination. Tab. II represents the distribution of the women arid the number of samples collected in the different subgroups.
Results
A total of 262 women were examined; 575 samples were collected, and 1725 tests were performed (Tab. II). The rate of inaccuracy for the pH, fern and NBS tests are presented in Tabs. III, IV and V.
Control group
Evaluation of the results obtained in women both with intact membranes (subgroup A) and with ruptured membranes (subgroups B, C) revealed that no significant changes occurred when the same woman was examined in different periods of time, or when different women were examined in each group. Thus Tabs. III and IV represent the net results, äs follows: In women with intact membranes, high false positive rates were obtained with respect to each test (Tab. III). It was possible to diminish the false positive rates by conducting each test on 3 consecutive samples and regarding 2 or 3 results supporting a single conclusion äs the final results. The false positive rates could also be decreased by conducting 2 or 3 tests on each sample. For each women, depending on whether 2 or 3 tests were conducted on l sample, 2 or 3 results were obtained. For an accurate diagnosis to be established we required 2 positive results in the former case and 2 or 3 in the lätter. However, if 2 or 3 tests were conducted on 3 samples, 6 or 9 results were obtained. If more than two-thirds of the results in any particular woman, i.e. 4 of 6, or 6 of 9 supported a single conclusion äs to whether the tested fluid was cervical mucus or amniotic fluid, the patient was diagnosed äs having intact or ruptured membranes. If fewer than two-thirds of the results supported a single conclusion, no diagnosis was made. It can be seen that by conducting all 3 tests on one fluid sample and preferably on 3, the false positive rate diminished to 0 (Tab. III). In women with copious vaginal discharge> higher false positive rates were obtained for each test, but due to the small number of women, no statistical conclusions could be drawn. In women with ruptured membranes, high false negative rates were obtained with each test. These rates increased progressively and reached values of 50% when more than 24 hours had elapsed between rupture of the membranes and the investigation. It was possible to reduce the false negative rates by conducting all the 3 tests on 3 consecutive samples (Tab. IV).
In women with meconium stained amniotic fluid, high false negative rates were obtained for each test but due to the small number of women no statistical conclusions could be drawn.
Test group
In this group of women the 3 tests were conducted on the 3 samples that were collected and for each woman an ultimate result established, i.e. either correct, equivocal or erroneous diagnosis of PRM. 
Discussion '
PRM is a relatively common event which occurs in 2.7-17% of all births and is associated with various maternal, fetal and obstetrical complications. The longer the latent period, the more frequently complications occur [9, 13, 16] . In diagnosing PRM, it is often difficult to identify the nature of the fluid in the upper vägina, the main contaminant being cervical mucus. Other contaminating fluids that may be a source of confusion are urine, bath water and vaginal discharge. Various diagnostic methods are available to the obstetrician dealing with the problem, and these be divided into the following:
1. Clinical evaluation by repeated visual inspection of the cervix, while applying pressure over the uterine fundus.
2. Examination of the fluid present in the posterior fornix for pH, ferning, different staining methods and biochemical parameters [3] [4] [5] [6] [7] 11, 14] . 3. Introduction of a colör substance by amniocentesis and recovering it from the cervix [2], Of the above various tests, the most populär are pH, ferning and NBS staining [5] . The accuracy rates of these methods were previously evaluated by retrospective and prospective studies [5, 6, 12}. In the present study it was decided to reevaluate the accuracy of these methods by a prospective study protocol. The results revealed that in each one of the methods, high rates of inaccuracy were encountered which increased progressively when more than one hoür has elapsed since the rupture of the membranes, and became unreliable after 24 hours. It was possible to increase the accuracy of the tests by conducting all 3 tests concomitantly on 3 fluid samples. Nevertheless, the results that were obtained in the test group were discouraging despite the fact that the above mentioned scheine was applied. In 38.5% of the patients either erroneous diagnosis or inconclusive Information were obtained. It seems that these results, which are inferior to those obtained by clinical examination alone [5, 12] , reflect the actual inaccuracy of the above methods rather than the inaccuracy rates that were obtained in the control group. It is therefore concluded that the pH, ferning and NBS methods have high inaccuracy rates which increase progressively when more than one hour has elapsed since the rupture of the membranes and will provide no better diagnostic Information than that obtained by clinical examination. The results of these tests become unreliable when 24 hours or more have elapsed since the rupture of the membranes.
Summary
The accuracy rates of 3 diagnostic methods, namely pH determination, fern test and nile blue sulphate (NBS) staining, in the evaluation of women with prolonged premature rupture of fetal membranes (PRM), were investigated in a prospective study. Two hundred and sixty-two women, divided into control and test groups, were examined. A total of 1725 tests were performed. The results indicate that these tests have high inaccuracy rates which increase progressively when more than one hour has elapsed since the rupture of the membranes, and become unreliable after 24 hours. It is concluded that in cases of prolonged PRM these tests provide no better diagnostic Information than that obtained by clinical evaluation. 
